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Figure 3 Zymogram showing muralytic activity of recombinant 
TW325 protein isolated from coli strain LMG194. 
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Figure 4 : Experimental Detail 



i) Data Demonstrating Related Activity for Rpf Proteins 
and TW325 

Recent work has shown that the Rpf proteins have cell wall lytic activity (i.e. they are 
murein hydrolases). This has been demonstrated in several ways: 

• activity staining in gels (zymograms); 

• up to 50% loss of optical density of a suspension of Af. luteus cell wall 
fragments during incubation with recombinant Rpf; 

• release of diaminopimelic acid-containing material into the soluble fraction 
using fluorescent-labeled cell walls; 

• the precise bond that is cleaved in the murein is under current investigation. 

We have demonstrated that a recombinant form of one of the two T whipplei proteins 
(TW325) has similar murein hydrolase activity using zymograms. 

ii) Outline Experimental Detail 

M luteus cells grown in 1 litre of LB medium overnight (to stationary phase) were 
centrifuged at 10,000 g, washed with water, re-suspended in 200 ml 5% SDS and 
boiled for 20 minutes. Following centrifugation, the pellet was re-suspended in 100 
ml of 4 %.of SDS and boiled again. Then pellet was then washed 6 times with hot 
(65°C) water to remove SDS. It was finally washed with acetone, air-dried and stored 
at -20°C. Before use the pellet was resuspended in deionised water and passed 
through fine syringe needle to make a homogeneous suspension. Cell wall fragments 
were incorporated at a final concentration of 0.2% in zymogram gels. 

Zymogram analyses were performed as described before (Lepeuple et aL, 1998). 
Different buffers with various pH and compositions were employed) to re-nature 
proteins after SDS-PAGE. 25 mM TrisCl buffer, pH 6.0 was foimd to be optimal. 
Following SDS-PAGE, gels were soaked in deionised water with gentle shaking for 
20 min, then in a sample of renaturation buffer for 30 min. Finally gels were 
transferred into 100 ml of fresh renaturation buffer and incubated at 30*^0 overnight 
(37°C for recombinant TW325). To improve contrast, gels were stained in 0. 1 % of 
methylene blue in 0.01% KOH and de-stained as described before. 



